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Methods for the Production of TcRy6 + T Cells 
The following methods relate to the large scale, ex vivo expansion of TcRy6 + T cells 
in liquid culture in the absence of a stromal layer. The starting material consists of low density 
mononuclear cells (LDMNC) from human peripheral blood. The LDMNC may be further 
fractionated by (1) enrichment for CD4 + T cells, (2) enrichment for T cells together with depletion 
of TcRctfJ* T cells, or (3) not further fractionated. The cells are cultured in medium containing 
conditioned medium (XLCM™), human sera or plasma (P), concanavalin A (con A), interleukin-2 
(IL-2), and/or interleukin-4 (IL-4). At frequent intervals the cells are counted and reseeded with 
fresh medium, XLCM™, P, con A, IL-2, and/or IL-4. The percent of cells expressing a particular 
surface marker is determined using specific antibodies and flow cytometry. 

Example 1. CD4e - XLCM™/P — TcRycV T cells 

Low density mononuclear cells were isolated from adult peripheral blood (LDMNC). 

CD4 + cells were enriched from the LDMNC by negative selection using lineage specific antibodies 

and imrnunomagnetic affinity chromatography (CD4c). 

The CD4e cells were expanded in culture medium containing 5% XLCM™ + 5% P. 
The cells expanded more than 100,000-fold in four weeks. 
After 21 days, more than 50% of the cultured cells were TcRy6*. 
The majority of the TcRy5 + T cells were V6 + . 
See Figure 1. 



Example 2. TeABd - XLCM™/P — - TcRy6 + T cells 

Low density mononuclear cells were isolated from adult peripheral blood (LDMNC). 

T cells were enriched and TcRaP* cells were depleted from LDMNC by negative selection using 

lineage specific antibodies and immunomagnetic affinity chromatography (TeABd). 

The TeABd were expanded in culture medium containing 5% XLCM™ + 5% P. 

The cells expanded more than 100,000-fold in four weeks. 

After 8 days, more than 50% of the cultured cells were TcRv6 + . 

After 15 days, more than 80% of the cultured cells were TcRy6\ 

The majority of the TcRy6 + T cells were V6 + . 

See Figure 2. 

Advantages: The TcRy6 + T cells expand more rapidly, expand to greater levels, and are more pure. 

Example 3. LDMNC - XLCM™/P - IL-2/IL-4/P — TcRy6 + T cells 

Low density mononuclear cells were isolated from adult peripheral blood (LDMNC). 

The LDMNC were not further fractionated. 

The LDMNC were expanded for 5 days in culture medium containing 5% XLCM™ + 5% P, 
following which they were divided, and half were continuously cultured in XLCM™/P, while the 
other half were washed and sub-cultured in 10 ng/ml IL-2 + 10 ng/ml IL-4 + 5% P. 
In both cases, the cells expanded more than 100,000-fold in four weeks. 
However, the different conditions gave rise to different kinds of cells. 
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Less than 5% of the cells cultured continuously in XLCM™/P were TcRy6 + , while more than 50% 
of the cells cultured in XLCM™/P then sub-cultured in IL-2/IL-4/P were TcRy6 + . 
See Figure 3. 

Advantages: The starting ceil number can be very low since no initial fractionation is required. The 
sub-culture gets rid of XLCM™ components, e.g., con A, mezerein, other known or unknown 
factors. 

Example 4. LDMNC - Con A/IL-2/IL-4/P - IL-2/IL-4/P — TcRy6 + T cells 

Low density mononuclear cells were isolated from adult peripheral blood (LDMNC). 
The LDMNC were not further fractionated. 

The LDMNC were expanded for 5 days in culture medium containing 20 ug/ml concanavalin A + 
10 ng/ml IL-2 + 10 ng/ml IL-4 + 5% P, following which they were divided, and half were 
continuously cultured in concanavalin A + 10 ng/ml IL-2 + 10 ng/ml IL-4 + 5% P. 
In both cases, the cells expanded more than 1 00,000-fold in four weeks. 
However, the different conditions gave rise to different kinds of cells. 

Less than 5% of the cells cultured continuously in XLCM™/P were TcRy6* , while more than 50% 
of the cells cultured in concanavalin A/IL-2/IL-4/P then sub-cultured in IL-2/IL-4/P were TcRy6 + . 
See Figure 4. 
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Advantages: The starting cell number can be very low since no initial fractionation is required. The 
culture conditions are completely defined (i.e., no conditioned medium). 

We Claim 

1 . A method for the enrichment and culture of y6+ T cells and cells produced by the method. 

2. A method for the enrichment and culture of V8-1 T cells and/or V5-2 T cells and cells 
produced by the method. 
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